•NO: nitric oxide 48 Figure 1A shows that NO2-OA 137 effectively bound to tomato cells, reducing the remaining levels in media. 138
Moreover, analysis of metabolic products of NO2-OA in treated cells 139 revealed that NO2-OA is internalized and metabolized. In this regard, β-140 oxidation products and nitroalkene reduction products were detected 141 Time course analysis showed that extending incubation times led to an 176 increase in ROS production, with the exception of the 16 h treatment at 177 100 µM NO2-OA, where a decrease in ROS production was observed 178 compared to 6 h. In the case of OA, none of the assayed conditions 179 displayed any change in ROS production (Figure 2A ). Fluorescence 180 microscopy of tomato cells treated with 100 µM of NO2-OA for 6 h showed 181 a significant increased in the fluorescent signal ( Figure 2B) . 182
In order to further validate ROS production in NO2-OA-treated cells, 183 we used two alternative methodologies. First, H2O2 production was 184 analyzed using the pyranine quenching assay (Gonorazky et al., 2008) . 185 Three ml of tomato cells cultures were treated with 100 µM OA, 100 547 µM NO2-OA or DMSO (Merk, Darmstadt, Germany) as a control for 3 or 6 548 h. Cells were washed with phosphate buffer (pH 7.5, 50 mM), frozen in 549 liquid nitrogen and total RNA was extracted using the Trizol method. cDNA 550 was synthesized according to manufactured instruction using M-MLV 551 enzyme (Invitrogene). Transcripts levels of SlPR1a, SlHSR203J, SlPAL, 552 and SlACT (Actin) genes were analyzed by qPCR (StepOne, Thermo). 553
Expression data are expressed as ΔΔCt and SlACT was used a 554 housekeeping gene. Primers used are listed in supplemental Table S1 . 
GSH and GS-NO2-OA Adduct Detection 566
Three ml of tomato cell culture were treated with 100 µM OA, 100 567 µM NO2-OA or DMSO as control for 3 or 6 h. Cells were collected, washed 568 and immediately frozen in liquid nitrogen. Total GSH was evaluated using 569 the enzymatic GSH recycling method (Griffith, 1980) . 570 GS-NO2-OA adducts were assessed by HPLC-MSMS. A mass of 571 0.4 mg of cell was spike with 30 fmol of GS-15 NO2-d4-OA as internal 572 standard before extraction. GSH adducts was extracted using C18 SPE 573 columns. Columns were conditioned with 100% methanol, followed by 2 574 column volumes of 10% methanol. Samples were loaded into the SPE 575 column and washed with 2 column volumes of 10% methanol and the 576 column was dried under vacuum for 30 min. GSH adducts were eluted 577 with 3 ml methanol, solvent was evaporated, and samples were dissolved 578 in methanol for analysis by HPLC-electrospray ionization mass 579
spectrometry (ESI-MS/MS). 580 581

Western Blot of Protein-NO2-OA Adducts 582
Tomato cell cultures (500 µl) were treated with NO2-OA-biotin at a 583 final concentration of 25 µM for 4, 7, and 17 h. As a control, 500 µl of cell 584 cultures were treated with DMSO. The cells were collected, subjected to 585 three cycles of freeze/thawed and ground under liquid nitrogen for 586 mechanical disruption. Proteins were extracted using phosphate buffer (50 587 mM pH 7.5) containing 20 mM NEM (Fluka). Total protein concentration 588 was determined by the bicinchoninic acid method (Smith et al., 1985 , 589 bicinchoninic Sigma) and 100 µg of proteins for each sample were 590 reduced by incubation with 10 mM BME (BioBasic, Ontario, Canada) for 5 591 minutes at 70ºC (Schopfer et al., 2009 ). As a positive control, 100 µg of 592 tomato proteins cell extract were treated with an excess of NO2-OA-biotin 593 (125 µM final concentration) to induced nitroalkylation (room temperature 594 for 30 minutes in phosphate buffer). Samples were treated with BME and 595 heat as indicated above. All samples were mixed with protein loading 596 buffer without BME, separated in polyacrylamide gels, transferred to 597 nitrocellulose membrane and incubated with mouse anti-biotin primary 598 antibody overnight (Sigma-Aldrich). The membrane was incubated with a 599 secondary antibody coupled to phosphatase alkaline enzyme (Sigma-600 Aldrich) for 3 h and developed over 5 minutes or 2 h (see supplemental 601 
